To determine the nature of the association of the Ser473 kinase with the plasma membrane, we per-3-phosphoinositide-dependent kinase-1 (PDK1), has been extensively characterized (reviewed in [3]), the formed a series of extractions with detergents and high ionic strengths. When the PM fraction was treated with identity of the Ser473 kinase remains unclear. We have focused our study on the plasma membrane (PM) frac-1% Triton X-100, Ser473 kinase activity was highly enriched in the insoluble fraction ( Figure 1C body to ILK ( Figure 1C) . ILK was detected in all fractions but appears to be slightly enriched in fractions with high PKB Ser473 kinase activity ( Figure 1C ).
. Analysis of the staurosporine sensitivity of the partially purified kinase revealed the presence of two disity of eluates was monitored by using the peptide assay, and the major peak of kinase activity eluted at an aptinct kinase activities: one is acutely sensitive to staurosporine, with inhibition observed at 1 nM, while the other proximate mass of ‫055ف‬ kDa ( Figure 3A) , suggesting that the kinase is part of a large protein complex. To is insensitive up to 100 M staurosporine ( Figure S2 , see the Supplementary Material available with this article verify that this kinase also phosphorylates PKB protein, we used recombinant ⌬PH-PKB␤ protein as a substrate online). Our previous results would suggest that only the latter activity corresponds to the PKB Ser473 kinase. to assay fractions from the Superdex-200 column (Figure 3B) . The ⌬PH-PKB␤ protein was not phosphorylated Attempts to further purify the Ser473 kinase by ion exchange chromatography resulted in a loss of activity, on Ser473, as determined by mass spectrometry and 
